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Abstract The feasibility of using waste mushroom medium 
(WMM) as a substrate for enzymic saccharification to 
produce bioethanol or other bioproducts was investigated. 
WMM was broken up or left unbroken and stored at constant 
temperatures (5°, 15°, and 25°C) for 1 or 2 month(s) to accel¬ 
erate lignin degradation by shiitake, which is a white rot 
fungus, and to increase the saccharification ratio. When the 
physicochemical properties of WMM and stored WMM were 
investigated, it was evident that the mushroom medium 
(MM) lignocellulose had decomposed during shiitake culti¬ 
vation and its subsequent storage at a constant temperature. 
WMM and stored WMM were more susceptible to attack by 
cellulase than MM. When the unbroken WMM that was 
stored at 25°C for 2 months was saccharized with meicelase 
at 5 FPU/g substrate, its saccharification ratio was higher than 
that of unstored WMM. The maximum glucose yield of the 
stored WMM was 200.5 mg/g substrate, approximately 4.1 
times as large as the value for autoclaved MM under the 
same saccharification condition. The saccharification ratio of 
the constituent cellulose was approximately 60%. 

Key words Waste mushroom medium ■ Lentinula edodes ■ 
Enzymic saccharification • Lignocellulosic biomass ■ Con¬ 
stant temperature storage 


Introduction 

Shiitake mushroom (Lentinula edodes) is one of the most 
commonly produced edible mushrooms in the world. 1 Total 
production was more than 1.6 million t in the world in 1997. 
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Shiitake production is currently increasing, 2 and commer¬ 
cially grown shiitake are cultivated on natural bed logs or 
synthetic media. The use of synthetic media is increasing in 
several countries such as China, 3 Japan, 4 and the United 
States. 5 Approximately 79% of the 70,342 t of fresh shiitake 
that was harvested in Japan in 2008 was cultivated on syn¬ 
thetic media. 6 The fresh weight of waste mushroom medium 
(WMM) after the cultivation of shiitake is estimated to be 
in excess of 50,000 t/year. 

Mushroom medium (MM) is composed of hardwood 
meal. It is expected that certain levels of cellulose, hemicel- 
luloses, and lignin remain after cultivation. 7 WMM can be 
regarded as a lignocellulosic biomass that could be used as 
a feedstock for enzymic saccharification to produce bio¬ 
ethanol or other bioproducts as an alternative to fossil 
resources, because lignocellulosic biomass is a renewable 
resource. However, lignocellulosic biomass has not been 
extensively used as such a feedstock, the main reason being 
the high cost for its transportation, storage, and conversion. 
Transportation for collecting this resource is costly because 
lignocellulosic biomass is bulky and has a low density. 6 ' 9 
Storage cost is incurred because lignocellulosic biomass has 
seasonal availability. 9 Conversion cost is also high because 
of the rigid structure. Lignocellulosic biomass has a cellu- 
lose-hemicellulose-lignin network that limits the access of 
enzymes such as cellulase and hemicellulase. 1011 

WMM is more advantageous than other types of ligno¬ 
cellulosic biomass because of its high density, availability 
throughout the year, and decreased structural rigidity 
resulting from the growth process of shiitake fungus. The 
shift from natural bed log cultivation to synthetic medium 
cultivation has consolidated scattered mushroom produc¬ 
tion areas into narrow production zones in mushroom fac¬ 
tories. 12 The WMM obtained from these narrow zones 
therefore can be rapidly utilized. WMM can be supplied 
throughout the year because the shiitake mushroom is 
stably produced throughout the year in the mushroom fac¬ 
tories. 12 Therefore, WMM does not incur large transporta¬ 
tion and storage costs. In addition, because steady amounts 
of WMM can be obtained, a biomass conversion facility 
could operate without interruption. 
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Shiitake is a type of white rot fungi that can degrade 
lignin, cellulose, and hemicellulose. 7 The enzymic sacchari¬ 
fication ratio of the lignocellulose of WMM increases after 
cultivation of some white rot fungi such as maitake 13 and 
enokitake. 14 However, there are not many reports on the 
enzymic saccharification ratio of shiitake WMM. The culti¬ 
vation method of shiitake is significantly different from that 
of maitake and enokitake; shiitake requires a longer cultiva¬ 
tion period and allows multiple harvests, rather than the 
single harvest of maitake and enokitake. These differences 
may result in a higher ratio of lignin degradation and 
enzymic saccharification. 

Storing shiitake WMM could possibly enhance the 
enzymic saccharification ratio. Enzymic saccharification of 
maitake WMM stored at a constant temperature was higher 
than that not stored. 15 However, there are few studies on 
shiitake WMM storage. 

The aim of this work was to evaluate WMM of shiitake 
as a feedstock for enzymic saccharification to produce bio¬ 
ethanol or other biorefined products. Thus, we surveyed 
changes in the properties of synthetic media before and 
after cultivation, and the subsequent storage at a constant 
temperature. Broken and unbroken WMM were stored at 
three temperatures, and the enzymic saccharification ratios 
of all treatments were compared. 


Materials and methods 

Materials 

MM was prepared according to the instructions of Kinoko- 
seisan Sougoukenkyusho, Hokkaido, Japan. MM was com¬ 
posed of lignocellulose powder: 244 g (oven dry matter, 
ODM) of Quercus mongolica var. grosserratci, 105 g ODM 
of Betula platyphylla var. japonica, and 22 g ODM of buck¬ 
wheat husk. The mixture was supplemented with 141 g 
ODM of a mixture of rice bran, wheat bran, hominy feed 
(Sunny Maize, Shizuoka, Japan), and Derutoppu (Mori, 
Gunma, Japan). Water was added to the mixture to obtain 
a moisture content of 61% and weight of 1,300 g. MM (fresh 
weight, 1,300 g) was packed in a plastic bag (approximately 
10 cm W x 9 cm D x 35 cm H; Miki-pack 1.3 x 380BF, Miki- 
sangyo, Aichi, Japan) and then autoclaved at 121°C for 1 h 
(AMM). 

WMM produced from the commercial cultivation of shii¬ 
take Mori XR-1 (Mori) was supplied by Kinokoseisan Sou¬ 
goukenkyusho. The mushrooms were cultured for 85 days 
(20°-25°C, =70% RH), after which the shiitake fruiting 
bodies were harvested. After the first harvest, the medium 
was soaked in water, and subsequently cultured for 20 days 
(15°-20°C, > 80% RH), which was followed by fruiting body 
formation. This procedure was repeated twice. The fruiting 
bodies were harvested three times in total. 

WMM (cylinder-shaped, approximate height 15 cm, (p 
10 cm) was stored under the following conditions. A total 
of 15 samples of WMM were manually broken into pieces 
less than 4x4x4 cm (BWMM), and the other 15 samples 
were left unbroken (UWMM). Both samples were packed 


in Miki-packs with two filters (MT-S25B; approximate 
19 cm W x 11 cm D x 40 cm H) and stored at a constant 
temperature. Room humidity was maintained at 60-80% 
RH. During storage, light was excluded from WMM, except 
once a week for observations. BWMM and UWMM were 
stored at 5°C for 2 months and at 15° or 25°C for 1 month 
or 2 months, respectively. BWMM stored at 15°C for 2 
months was designated as B15-2, UWMM stored at 25°C 
for 1 month was designated as U25-1, and so forth. All 
samples, except for MM, were prepared in triplicate. 
However, chemical analysis and enzymic saccharification in 
MM was performed in triplicate. 

Pulverization and sieving 

All substrates were manually broken into pieces less than 4 
x 4 x 4 cm, then oven-dried at 50°-60°C until the moisture 
content of the sample became less than 10%. The pieces 
were milled with a Wiley mill (type 1029-08; Yoshida Sei- 
sakusho, Tokyo, Japan) at 980 rpm using a 2-mm mesh 
grating. The substrates were screened with five sieves with 
mesh sizes of 0.125, 0.25, 0.5,1.0, and 2.0 mm, respectively. 
The percentage of the substrate remaining between the 
screens was determined with dry sieving apparatus accord¬ 
ing to JIS Z 8815. 

Chemical component analysis 

Lignin and constituent polysaccharide (glucan, xylan, galac- 
tan, arabinan, and mannan) content was determined using 
the method of Sluiter et al. 16 with the following minor modi¬ 
fications. Extraction with ethanol-benzene was omitted 
from the method because it had very little effect on deter¬ 
mining the contents of lignin and sugars in preliminary 
analyses. The substrates were hydrolyzed with 72% sulfuric 
acid; the residue was used to determine the content of acid- 
insoluble lignin and the supernatant was used to determine 
the content of acid-soluble lignin and the constituent sugars. 
Constituent sugar monosaccharides (D-glucose, D-xylose, 
D-galactose, L-arabinose, and D-mannose) were analyzed 
using an HPLC system (L2000 series; Hitachi High- 
Technologies, Tokyo, Japan) equipped with an RI detector 
and a tandemly arranged Aminex HPX-87P x 2 (Bio-Rad 
Laboratories, Hercules, CA, USA). Column temperature 
was set at 80°C. The eluent was deionized water with a flow 
rate of 1 ml/min. Because the content of galactan, arabinan, 
and mannan was relatively small, they were combined and 
termed “minor sugars.” 

The acid-soluble lignin content was estimated spectro- 
photometrically at a maximum absorbance of 199-206 nm 
according to JISP 8008-1961 using a 228A spectrophotom¬ 
eter (Hitachi, Tokyo, Japan). 

The total content of a-glucan (starch and glycogen) in the 
substrate was measured according to the method of Hideno 
et al. 13 a-Amylase (>1.5 U/mg, from Bacillus subtilis\ Wako 
Pure Chemicals, Osaka, Japan) and glucoamylase (0.1 U/mg, 
from Rhizopits sp.; Wako Pure Chemicals) were used to 
hydrolyze the a-glucan. The hydrolysate was assayed using a 
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colorimetric kit (Glucose C2; Wako Pure Chemical) with a 
228 A spectrophotometer (Hitachi). The content of /J-glucan 
was calculated by subtracting the content of a-glucan from 
that of total glucan. The content of “other components” was 
calculated by subtracting the sum of the amounts of acid- 
insoluble lignin, acid-soluble lignin, /J-glucan. xylan, minor 
sugars, and a-glucan from the dry weight of the substrate. The 
other component possibly included ash and extracts. 

All lignin and sugars were calculated based on the dry 
weight of the substrate and expressed in weight percentages. 
Dry weight was calculated by drying a subsample of the 
substrate in an oven at 105°C for 24 h and weighing it to 
obtain an accuracy of ±0.1 mg. 

Enzymic saccharification 

A commercial cellulase preparation (Meicelase; Meiji Seika, 
Tokyo, Japan) derived from Trichoderma viride was used to 
saccharize the substrates. Meicelase activity was expressed 
as filter paper units (FPU), based on the method of Adney 
and Baker. 17 The substrate (240 mg ODM) was placed into 
a test tube, and meicelase (4.8 FPU) in 12 ml 0.1 M sodium 
acetate buffer (pH 4.8) was added. The tubes were incu¬ 
bated at 50°C for 24 h on a shaker (Multi Shaker MMS-310; 
Tokyo Rikakikai, Tokyo, Japan) at 80 rpm. 

Enzymic saccharification of AMM, WMM, U15-1, and 
U25-2 was examined with different amounts of meicelase 
and for different incubation times. The combinations of 
enzyme activity (FPU/g ODM) for the substrate and incu¬ 
bation time (FPU/h) were 5-48, 20-48, 50-48, 20-24, and 
20-72, respectively. These experiments were performed at 
40°C because no incubator able to keep the substrate at 
50°C was available. However, Teratani et al. 18 showed that 
meicelase activity had little difference between 40°C and 
50°C of incubation temperature. In addition, the differences 
observed in the result of preliminary saccharification analy¬ 
ses between 40°C and 50°C were also small. Therefore, this 
change of cultivation temperature was considered to have 
little influence on the saccharification. 

Meicelase saccharification of starch (starch, soluble; Kanto 
Chemical, Tokyo, Japan) was also examined in the same way 
as just described. The monosaccharides in the hydrolysate 
were analyzed using the HPLC system as described above. 

The saccharification ratio of /J-glucan (.S’,) was calculated 
using Eq. 1: 

.Sj(%) = [{£ - (C x D/100)}/A] x 100 (1) 

where A is the content of /J-glucan (mg), B is the amount 
of glucan hydrolyzed by meicelase (mg), C is the a-glucan 
content (mg), and D is the percentage rate in meicelase 
saccharification of starch (%). 

The saccharification ratio of xylan or minor sugars ( S 2 ) 
was calculated using Eq. 2: 

S 2 (%) = (E/F)x\()() (2) 

where E is the amount of xylan or minor sugars hydrolyzed 
by meicelase (mg) and F is the content of xylan or minor 
sugars (mg). 


The /J-glucan saccharification yield (Y) was calculated 
using Eq. 3: 

T(%) = [(5-(CxD/100))/G]xl00 (3) 

where G is the content of /J-glucan of MM (mg). 

Statistical analysis 

The homoscedasticity of particle size, chemical components, 
and saccharification ratio of each substrate were assessed 
using Bartlett’s test. The difference among the substrates 
whose homoscedasticity was assumable was examined by 
one-way analysis of variance (ANOVA) and the Tukey- 
Kramer test. The difference among the substrates whose 
homoscedasticity was not assumable was examined using the 
Games-Howell test. P < 0.05 was considered significant. 


Results and discussion 

Distribution of particle size 

When lignocellulose is saccharized with enzymes, its particle 
size significantly influences saccharification efficiency. 1113,14 
As shown in Table 1, there are almost no differences in the 
size-class ratios between MM and AMM. The ratio of size- 
class 1.0-2.0 mm of WMM and stored WMM was lower than 
that of MM and AMM. The ratio of size-class 0.5-1.0 mm 
of WMM and stored WMM, except for U15-1, was lower 
than that of MM and AMM. In contrast, the ratio of size- 
class 0-0.125 mm of WMM and stored WMM was higher 
than that of MM and AMM. In addition, the ratio of size- 
class 0.125-0.25 mm of WMM and stored WMM was higher 
than AMM. The ratio of size-class 0.125-0.25 mm of six 
stored WMM substrates (B5-2, B25-1, U5-2, U15-2, U25-1, 
U25-2) was higher than that of MM. Although the ratio of 
size-class 0.25-0.5 mm of WMM and six stored WMM sub¬ 
strates was higher than that of MM or AMM, the difference 
in their averages was smaller than those of size-classes 
1.0-2.0 mm and 0-0.125 mm. Thus, autoclaving had rela¬ 
tively little influence on the particle size whereas cultivating 
shiitake reduced the particle size. Thus, increase in the ratio 
of finer substrate powder indicated that WMM and stored 
WMM was ground more easily than MM and AMM for use 
for subsequent enzymic saccharification. 

The ratios of size-class 0.5-1.0 and 0.25-0.5 mm of U15-1 
were higher than those of U15-2. In contrast, the ratio of 
size-class 0-0.125 mm of U15-1 was lower than that of 
U15-2. In addition, the ratios of size-classes 0.5-1.0 and 
0.25-0.5 mm of U25-1 were higher than those of U25-2. 
Thus, crushability may be improved by lengthening the 
storage period in UWMM. 

Changes in components 

The contents of lignin and sugars obtained from the sub¬ 
strates and dry weight changes are shown in Table 2. The 
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Table 1. Changes in size-class ratios of the shiitake substrate after autoclaving, cultivation, and storage 


Substrate 8 

Granulometry (%) 




Size-class 





1.0-2.0 mm 

0.5-1.0 mm 

0.25-0.5 mm 

0.125-0.25 mm 

0-0.125 mm 

MM 

6.0 ± 0.9 a 

49.0 ± 2.3 a 

28.3 ± 1.0 f 

9.4 ± 1.2 de 

7.3 ± 1.1 d 

AMM 

5.4 ± 0.9 a 

49.9 ± 0.2 a 

29.3 ± 0.6 ef 

9.5 ± 0.2 e 

6.0 ± 0.4 d 

WMM 

1.5 ±0.1 b 

32.2 ± 1.5 bed 

33.9 ± 1.1 abc 

16.4 ± 0.6 cd 

16.0 ± 1.7 abc 

B5-2 

1.3 ± 0.4 b 

28.5 ± 1.2 bed 

33.4 ± 1.7 abc 

17.8 ± 0.4 abc 

19.1 ± 2.3 ab 

B15-1 

1.4 ±0.3 b 

30.1 ± 1.8 cd 

33.5 ± 0.3 abc 

17.1 ± 0.5 cd 

18.0 ± 2.0 abc 

B15-2 

1.5 ± 0.3 b 

28.9 ± 2.2 cd 

31.1 ± l.Ocdef 

18.2 ± 1.7 abed 

20.3 ± 0.8 a 

B25-1 

1.1 ± 0.2 b 

28.2 ± 0.9 cd 

32.8 ± 0.3 bed 

18.0 ± 0.5 abc 

20.0 ± 0.7 a 

B25-2 

1.3 ± 0.0 b 

27.6 ± 3.4 cd 

32.0 ± 2.0 ede 

19.2 ± 2.5 abed 

19.8 ± 2.9 a 

U5-2 

0.9 ± 0.1 b 

29.0 ± 1.9 cd 

34.4 ± 0.2 abc 

18.2 ± 0.4 ab 

17.6 ± 1.6 abc 

U15-1 

1.0 ±0.1 b 

35.0 ± 3.0 ab 

35.6 ± 1.5 ab 

15.3 ± 0.9 abed 

13.2 ± 2.2 c 

U15-2 

1.4 ± 0.4 b 

28.4 ± 0.5 cd 

32.0 ± 0.8 ede 

17.9 ± 0.3 abc 

20.3 ± 1.1 a 

U25-1 

0.9 ± 0.2 b 

32.6 ± 1.7 be 

36.3 ± 1.5 a 

15.9 ± 0.7 be 

14.2 ± 2.3 be 

U25-2 

1.3 ± 0.2 b 

26.7 ± 1.0 d 

32.8 ± 0.7 bed 

18.6 ± 0.4 a 

20.7 ± 1.9 a 


Values represent means of three repetitions ± SD 

Numbers with different letters indicate significant difference among substrates (P < 0.05) 

Numbers after B and U are temperature (°C) and months of storage 

Significance in size-classes except for 0.25-0.125 mm according to Tukey-Kramer test, and in size-class 0.125-0.25 mm according to Games- 
Howell test 

"MM, mushroom medium of shiitake mushroom (Lentinula edodes)', AMM, autoclaved MM; WMM, waste mushroom medium after cultivation 
of shiitake; B, WMM stored after it was fragmented; U, unbroken and stored WMM 


Table 2. Content of lignin and sugars obtained from the substrates and dry weight changes 


Substrate 8 

Component [% (w/w)] b 








Changes in dry 
weight 

[%(w/w-MM)| 


Acid-insoluble 

Acid-soluble 

/l-Glucan 


Xylan 

Minor 

a-Glucan 

Other 


lignin 

lignin 





sugars' 


components' 1 

MM 

24.3 ± 0.5 abc 

3.4 ± 0.3 

b 

28.5 ± 1.6 

abc 

13.3 ± 1.2 a 

6.7 ± 0.5 a 

5.7 ± 0.3 a 

18.1 ± 3.2 

100 

AMM 

24.5 ± 0.8 ab 

3.2 ± 0.4 

b 

28.2 ± 2.3 

abc 

13.8 ± 0.3 a 

8.3 ± 3.8 abc 

5.0 ± 0.5 a 

17.0 ± 0.7 

98.3 ± 1.1 a 

WMM 

17.8 ± 1.7 edef 

7.4 ±1.1 

a 

27.1 ± 3.4 

abed 

11.1 ± 1.3 b 

7.1 ± 5.0 abc 

1.2 ± 0.3 be 

28.4 ± 5.4 

46.8 ± 2.5 be 

B5-2 

18.9 ± 3.3 bedef 

7.6 ± 0.8 

a 

23.7 ± 3.4 

bede 

9.1 ± 1.1 bed 

4.9 ± 1.4 abc 

1.5 ± 0.8 bed 

34.3 ± 1.2 

44.4 ±5.4 bed 

B15-1 

19.1 ± 0.7 bedef 

8.5 ± 1.1 

a 

24.3 ± 0.5 

abede 

9.9 ± 1.2 be 

6.2 ± 2.3 abc 

1.3 ± 0.3 b 

30.8 ± 5.2 

41.1 ± 3.3 bed 

B15-2 

22.4 ± 3.5 abede 

8.1 ± 1.2 

a 

19.7 ± 1.7 

e 

8.0 ± 0.7 cd 

3.5 ± 0.7 be 

0.9 ± 0.3 be 

37.5 ± 1.7 

33.7 ± 1.4 d 

B25-1 

23.1 ± 2.6 abed 

7.6 ±0.1 

a 

21.1 ± 1.3 

de 

8.4 ± 0.6 cd 

3.1 ± 0.6 be 

0.8 ± 0.7 bed 

35.9 ± 0.8 

34.9 ± 2.3 cd 

B25-2 

27.6 ± 4.7 a 

7.2 ± 0.5 

a 

17.9 ± 2.0 

e 

7.3 ± 0.5 d 

3.0 ± 1.0 c 

0.8 ± 0.1 c 

36.2 ± 0.9 

26.9 ± 1.5 e 

U5-2 

17.1 ± 1.6 def 

7.3 ± 0.6 

a 

30.4 ± 0.3 

a 

9.8 ± 0.4 be 

3.1 ± 0.1 abc 

N.D. d 

32.2 ± 1.2 

43.8 ± 5.1 bed 

U15-1 

15.9 ± 1.0 f 

7.6 ± 0.2 

a 

29.4 ± 2.4 

abc 

9.5 ± 0.4 bed 

4.2 ± 0.3 b 

N.D. d 

33.5 ± 1.3 

47.5 ± 5.1 b 

U15-2 

19.7 ± 0.9 bedef 

7.7 ±0.1 

a 

23.5 ± 1.3 

ede 

8.3 ± 0.2 cd 

3.2 ± 0.7 be 

0.4 ± 0.5 bed 

37.2 ± 1.3 

33.4 ± 0.3 d 

U25-1 

16.7 ± 2.4 ef 

7.4 ± 0.3 

a 

30.0 ± 2.9 

ab 

9.5 ± 0.3 bed 

3.2 ± 0.3 c 

0.1 ± 0.2 d 

33.1 ± 0.3 

41.1 ± 8.4 bed 

U25-2 

16.5 ± 0.3 ef 

6.3 ± 1.6 

a 

29.9 ± 1.1 

ab 

7.9 ± 0.4 cd 

3.5 ± 0.4 c 

N.D. d 

35.9 ± 1.1 

34.3 ± 1.6 cd 


Values represent means of three repetitions ± SD 

Numbers with different letters indicate significant difference among substrates (P < 0.05) 

Significance in the components except for minor sugars and a-glucan according to Tukey-Kramer test, and in minor sugars and a-glucan accord¬ 
ing to Games-Howell test 
N.D., not detected 

8 See Table 1 for identification of substrates 

b Percentage of weight of lignin and sugars on the basis of dry weight of each substrate 
'Total content of galactan, arabinan, and mannan 

d Dry weight minus the amount sum of acid-insoluble lignin, acid-soluble lignin, /Tglucan, xylan, minor sugars, and a-glucan 


dry weight of AMM and WMM was 489.8 ± 5.3 g and 233.0 
± 12.5 g (mean± SD), respectively. When the fruiting bodies 
were harvested, 52% of the raw substrate had been con¬ 
sumed. The dry weight of B15-2, B25-2, and U15-2 was 
lower than that of WMM; the dry weight of B25-2 was the 
lowest of all stored WMM substrate. Thus, decrease in dry 
weight depends on temperature and the period of storage. 

The acid-insoluble lignin content of WMM was lower 
than that of AMM, which indicates that the weight decrease 
of acid-insoluble lignin was more than the entire weight 


decrease of AMM from shiitake cultivation. The acid-insol¬ 
uble lignin of U15-1, U25-1, and U25-2 was lower than that 
of B15-2, B25-1, and B25-2, respectively. This result showed 
that acid-insoluble lignin content differed according to the 
storage method. The acid-soluble lignin content of WMM 
and stored WMM was greater than that of MM and AMM. 
In addition, lignin degradation by shiitake enzymes might 
contribute to the increase in acid-soluble lignin. 

/J-GIucan content in WMM and stored WMM, except 
for B15-2, B25-1, and B25-2, did not significantly decrease 
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compared to that in MM and AMM. Xylan content in WMM 
was less than that in MM and AMM. Xylan content in 
B15-2, B25-2, U15-2, and U25-2 was less than that in WMM. 
Thus, longer storage periods at high temperatures decreased 
xylan content. Minor sugars in B15-2, B25-1, B25-2, U15-1, 
U15-2, U25-1, and U25-2 were less than those in MM, indi¬ 
cating that storage at high temperatures decreased the 
content of these minor sugars. a-Glucan content in WMM 
and stored WMM was much less than that in MM and 
AMM. The decrease in the ratio of a-glucan was larger than 
that of acid-insoluble lignin, /J-glucan, and xylan from 
WMM. Thus, in the substrates where mycelia or fruiting 
bodies had grown, a-glucan was the first component to be 
consumed. 

Enzymic saccharification 

The saccharification ratio of MM, AMM, WMM, and stored 
WMM is shown in Fig. 1A. The saccharification ratio of 
xylan and minor sugars ( S 2 ) of each substrate was rather 
low. Meicelase has a relatively low xylanase activity, 14,19 
explaining the low saccharification ratio of xylan. 

The saccharification ratio of /i-glucan in WMM was 
approximately 2.8 times higher than that of AMM, indicat¬ 
ing that shiitake cultivation increases the saccharification 
ratio of the substrate. There were significant differences in 
saccharification ratio between the substrates stored under 
different conditions. The saccharification ratio of U25-1 and 
U25-2 was higher than that of B25-1 and B25-2. Especially, 
the saccharification ratio of U25-2 was 6.4 times as high as 
that of B25-2. The saccharification ratios of B15-2, B25-1, 
and B25-2 were lower than those of B5-2 and UWMM. The 



Fig. 1. Saccharification ratio of MM, AMM, WMM, and stored WMM 
to each constituent polysaccharide by meicelase [20 filter paper units 
(FPU)/g substrate] at 50°C for 24 h (n = 3; error bar , standard devia¬ 
tion). Open bars , /3-glucan; solid bars, xylan; diagonal striped bars, 
minor sugars. Substrates: MM, mushroom medium of shiitake mush¬ 
room (Lentinula edodes)\ AMM, autoclaved MM; WMM, waste mush¬ 
room medium after cultivation of shiitake; B, WMM stored after it was 
fragmented; U, unbroken and stored WMM. The significance of sac¬ 
charification ratio of /J-glucan among the substrates was examined 
using the Tukey-Kramer test. Different letters of saccharification ratio 
of /J-glucan indicate significant differences among substrates (P < 0.05) 


residual ratio of /J-glucan of B15-2, B25-1, and B25-2 was 
low (see Table 2). In addition, the acid-insoluble lignin 
content in B25-1 and B25-2 was higher than that of U25-1 
and U25-2 (Table 2). It has been reported that the large 
content of residual lignin limits enzymic saccharification. 20 
Thus, low content of /J-glucan and high content of lignin are 
considered to have caused lower saccharification ratios of 
/J-glucan in B25-1 and B25-2 compared to U25-1 and U25-2. 
Mold was observed in BWMM, especially under high tem¬ 
perature and long storage conditions, which suggests that 
mold caused the low saccharification yield. Negligible mold 
was observed in UWMM. WMM of shiitake had a layer 
composed of mature mycelia on the substrate surface; this 
layer appeared to protect the substrate from mold growth. 
In this study, the interiors of the plastic storage bags were 
under humid, unsterilized, and slowly permeable conditions 
during storage. The moisture content of WMM was 50-70%, 
and that of stored WMM was maintained at 50-70%. Such 
a storage method was adopted for practical use. In terms of 
practical storage, WMM, which would be not packed in 
plastic bags or be unsterilized, could be stacked in stock- 
yards. When WMM is piled up, most of this pile of WMM, 
except for its surface, will be stored in conditions such that 
the permeability of air will be low and the humidity will be 
high. 

The residual ratio of /J-glucan and the saccharification 
ratio in BWMM were low, indicating that WMM should be 
stored in the unbroken state. 

The amounts of glucose obtained by enzymic saccharifi¬ 
cation from MM, AMM, WMM, B5-2, B15-1, B15-2, B25-1, 
B25-2, U5-2, U15-1, U15-2, U25-1, and U25-2 were 
23.5 ± 0.6, 43.5 ± 0.1,116.7 ± 19.1,108.0 ± 15.0, 88.5 ± 12.3, 
51.2 ± 19.3, 55.8 ± 11.1,14.0 ± 0.8,134.3 ± 7.7,145.1 ± 25.7, 
91.7 ± 9.9,153.5 ± 36.6, and 159.2 ± 14.7 g/g substrate ODM 
(mean ± SD), respectively.There was a significant difference 
only between MM and AMM examined using the Games- 
Howell test. 


Effects of saccharification conditions 

To increase the low saccharification ratios of /J-glucan (less 
than 50%; see Fig. 1A), various enzymic saccharification 
conditions were examined. Figure 2 shows the effect of pro¬ 
cessing time on the saccharification ratio of /J-glucan in 
AMM, WMM, U15-1, and U25-2. Saccharification ratios 
were significantly different between WMM and U25-2 at 
24 h. The saccharification ratio of U25-2 at 72 h was 60.3% 
± 2.0% (mean ± SD). The glucose obtained from U25-2 
under this saccharification condition was 200.5 ± 13.3 mg/g 
substrate (mean ± SD). Although the saccharification ratio 
tended to increase when the time was increased to 72 h, the 
inclination of the graph appeared to tail off. Therefore, even 
if the saccharification time is extended from 72 h, it is 
unlikely to have a significant effect on saccharification ratio. 

Figure 3A shows the effects of the amount of meicelase 
on the saccharification ratio of /J-glucan of AMM, WMM, 
U15-1, and U25-2. The saccharification ratio did not signifi¬ 
cantly increase, even when the amount of meicelase added 








































434 


cd 

U 

o 


o 

s 

‘G 

c5 

X 

O 

O 

GO 



Saccharification time (h) 


AMM 

U15-1 


WMM 
• U25-2 



5 20 50 

Added amount of Meicelase (FPU/g substrate) 


250 


g 200 


Fig. 2. Time-course change in saccharification ratio of AMM, WMM, 
U15-1, and U25-2 by meicelase (20 FPU/g substrate) at 40°C when 
processing time changed (n = 3; error bar, standard deviation). Signifi¬ 
cance among the substrates was examined using the Tukey-Kramer 
test. Different letters indicate significant differences among substrates 
(P < 0.05) 


was increased from 20 FPU/g substrate to 50 FPU/g sub¬ 
strate. When meicelase was added at 20 and 50 FPU/g sub¬ 
strate, the saccharification ratio only differed significantly 
between AMM and the other substrates. When meicelase 
was added at 5 FPU/g substrate, the saccharification ratio 
differed significantly between WMM and U25-2 in addition 
to that between AMM and the other substrates. When the 
amount of meicelase added was decreased from 20 to 5 
FPU/g substrate, the decrease in the saccharification ratio 
of /1-glucan differed between stored and unstored WMM: a 
significant decrease in the saccharification ratio of /J-glucan 
in U25-2 was not detected whereas it was detected in WMM 
and U15-1. This result suggests that storing WMM at 25°C 
for 2 months was effective in decreasing the amount of cel- 
lulase required. 

The /1-glucan saccharification yield (Y), which was based 
on /1-glucan content in MM, was calculated for AMM, 
WMM, U15-1, and U25-2 to compare the saccharification 
ratios tempered with the weight change caused by cultiva¬ 
tion or storage. The /1-glucan saccharification yields of 
AMM, WMM, U15-1, and U25-2 were 9.5% ± 1.0%, 17.2% 
± 2.0%, 21.5% ± 3.2%, and 17.6% ± 1.6% (mean ± SD), 
respectively, when meicelase was added at 5 FPU/g sub¬ 
strate and the substrates were saccharized at 40°C for 48 h. 
The /1-glucan saccharification yield only differed signifi¬ 
cantly between AMM and the other substrates (P < 0.05, 
Tukey-Kramer test). 

Figure 3B shows the amounts of glucose obtained by 
enzymic saccharification of AMM, WMM, U15-1, and U25-2 
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Fig. 3. Hydrolysis of AMM, WMM, U15-1, and U25-2 at 40°C for 48 h 
by adding different amounts of meicelase ( n = 3; error bar, standard 
deviation). A Saccharification ratio to each constituent polysaccharide. 
B Saccharized glucose (mg) per dry weight of the substrate (g). Shaded 
bars, AMM; horizontal striped bars, WMM', vertical striped bars, U15-1; 
stippled bars, U25-2. Significance was examined using the Tukey- 
Kramer test. Different letters indicate significant differences among 
substrates (P < 0.05) 


when amount of meicelase added was varied. U25-2 yielded 
193.5 ± 21.8 g (mean ± SD) glucose under the following 
saccharification conditions: meicelase added at 20 FPU/g 
substrate, saccharification for 48 h, and saccharification 
temperature at 40°C. There were no significant differences 
between WMM and stored WMM when the added amount 
of meicelase was 20 and 50 FPU/g substrate. Flowever, when 
meicelase was added at 5 FPU/g substrate, the amount of 
glucose obtained from U25-2 was more than that from 
WMM. Hence, storing WMM is an effective way of reducing 
the required amount of the enzyme and increasing the 
amount of glucose obtained from a substrate. It is very 
important for the practical use of the enzymic saccharifica¬ 
tion process of lignocelluloses, because the decrease in the 
amount of the enzyme addition lowers the cost of the 
process. 

The saccharification ratio of /J-glucan in shiitake WMM 
was nearly 50% (see Fig. 2), was similar to that of maitake 
WMM. 13 When WMM was saccharized for 24 and 48 h with 
meicelase at 20 FPU/g substrate, the total saccharification 
ratios of all the constituent polysaccharides of shiitake 
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WMM were calculated to be 28% and 36%, respectively. 
These values were higher than the corresponding values of 
about 18% and 24%, respectively, for enokitake WMM. 14 
Hence, shiitake increased the saccharification ratio of the 
polysaccharides in MM to similar or better levels than other 
white rot fungi. 

In this study, the saccharification ratio of /J-glucan from 
lignocelluloses in shiitake MM, which mainly consists of 
hardwoods, was 7.4% ± 0.4% (mean ± SD). Some pretreat¬ 
ments are required to obtain a high saccharification ratio 
from lignocellulosic biomass, including hardwoods. 10 ' 20 
Various pretreatments of hardwoods have been examined 
using acid, 21 ' 22 alkaline, 23 or high-pressure ethanol, 24 and 
thus, high saccharification ratios (70% to nearly 100%) have 
been obtained. However, such pretreatment is usually costly 
in terms of equipment and energy. Because 50-60% glucose 
was easily obtained from WMM and stored WMM, such as 
U15-1, U25-1, and U25-2, with only rough pulverizing and 
no pretreatment, these substrates could be used as cost- 
effective feedstocks for enzyme saccharification to produce 
bioethanol or other bioproducts. 
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